We reviewed the early development of various focal ischemia models in spontaneously hypertensive rats (SHR), and summarized recent reports on this topic. Among 6 focal ischemia models established in divergent substrains of SHR, distal middle cerebral artery occlusion is the most frequently used and relevant method of focal ischemia in the light of penumbra concept. We performed an online PubMed search (2001)(2002)(2003)(2004)(2005)(2006)(2007)(2008)(2009)(2010), and identified 118 original articles with focal ischemia in SHR. Physiological parameters such as age, body weight, and even blood pressure were often neglected in the literature: the information regarding the physiological parameters of SHR is critical, and should be provided within the methodology section of all articles related to stroke models in SHR. Although the quality of recent studies on neuroprotective strategy is improving, the mechanisms underlying the protection should be more clearly recognized so as to facilitate the translation from animal studies to human stroke. To overcome the genetic heterogeneity in substrains of SHR, new approaches, such as a huge repository of genetic markers in rat strains and the congenic strategy, are currently in progress.
Introduction
Almost 50 years have passed since the spontaneously hypertensive rats (SHR) were established [1] . In the present review, we will focus on the early development of focal ischemia models in SHR, and provide a critical systematic review on recent reports on SHR stroke models. SHR are one of the most widely used genetic models for hypertension. Hypertension is a major risk factor for stroke and most other cardiovascular diseases, and therefore SHR are relevant to stroke research. SHR were initially obtained by selective inbreedings from the Wistar-Kyoto rats (WKY) with the highest blood pressure. The stroke prone SHR (SHRSP) were established from the A substrain of the SHR, and the other 2 substrains (B and C) are resistant to spontaneous stroke [2] . The B substrain corresponds to SHR/Izm (Izumo). SHR were sent to the National Institute of Health (NIH) at the F13 generation in 1966.
The advantages of using SHR in contrast to normotensive rats in stroke research are: (1) presence of comorbidity (i.e., hypertension), (2) reproducible and adequate-sized infarction after distal middle cerebral artery occlusion (MCAO) alone, and (3) a similar therapeutic time window and cerebral blood flow (CBF) threshold for infarction to normotensive rats [3, 4] . Shortcomings are: (1) SHR and SHRSP are expensive, (2) high mortality in aged SHR and SHRSP, and (3) resistance to therapy. Another confounding problem with using SHR in stroke research is that SHR and WKY from different sources are genetically heterogeneous [5] [6] [7] . Because WKY are rarely used for focal ischemia models or their controls in recent years, we do not mention detailed descriptions of genetic heterogeneity of WKY.
Stroke proneness and stroke sensitivity
Focal ischemia models are usually based on MCAO and mimic human acute brain infarction caused by occlusion of major cerebral arteries. Small vessel disease is another subtype of stroke, and is a major cause of vascular cognitive impairment. Spontaneous stroke in SHRSP, often under salt loading, is a unique and relevant feature of SHRSP. The most preponderant site for spontaneous stroke in SHRSP was the cortical area supplied by the anterior and posterior cerebral arteries with recurrent branching [8] . A systematic review summarized that animals sacrificed after developing stroke-like symptoms displayed arteriolar wall thickening, subcortical lesions, enlarged perivascular spaces and cortical infarcts and hemorrhages [9] . Hainsworth and Markus [10] concluded that to model small vessel disease-like arteriopathy, SHRSP appears closest to human small vessel disease, particularly in aged animals. In salt-loaded SHRSP, the number of days necessary to develop stroke has been used as an index of stroke proneness [11, 12] . In contrast, infarct volume after MCAO is an index of stroke sensitivity. Tamura et al. described the first surgical MCAO in the rat [13] . Subsequently, the importance of hypertension was emphasized in focal ischemia models [14] [15] [16] . Both SHR and SHRSP have increased stroke sensitivity to focal ischemia (i.e., larger infarct size after MCAO) compared with normotensive rats [17] . Increased stroke sensitivity is likely attributable to not only spontaneous hypertension but also additional genetic factors that will be discussed later. Many neuroprotective strategies in stroke research are based on the penumbra concept constructed using focal ischemia models [18] . In this context, focal ischemia models are relevant to the human clinical setting of ischemic stroke or brain infarction.
Focal ischemia models in SHR Distal MCAO
Six focal ischemia models have been established in SHR and SHRSP (Figure 1 ). SHRSP maintained at the University of Michigan originated from the NIH stock in 1981 [19] . SHRSP [16] . Of the 3 strains of rats, the SHR showed the largest (157-259 mm 3 ) and most reproducible (average C.V. = 19%) infarctions, and statistical power analysis revealed that tandem occlusion of the distal MCA and ipsilateral common carotid artery in the SHR strain offered a practical model in terms of requisite animals necessary to avoid a Type 2 error (false negative) for differences in infarct volume between control and experimental groups. Although infarct volume might be more reproducible in SHR with tandem carotid artery occlusion, the amount of penumbra tissue may also be reduced. Consequently, it may be more difficult to demonstrate neuroprotective efficacy in these models with tandem occlusion.
Photothrombotic MCAO
In the context of thrombosis, the effects of thrombotic stroke on compromised brain tissue may be different from those due to cerebral ischemia induced by mechanical occlusions of intracranial or extracranial brain arteries [21] . Prado et al. first used SHR as a photothrombotic distal MCAO model, avoiding common carotid artery involvement [22] . SHR/Kyushu and later SHR/Izm were employed for photothrombotic distal MCAO [23, 24] . The SHR/Kyushu were from the F20 and F21 generations derived by Okamoto and Aoki [25] . A photothrombotic distal MCAO model in SHR yields a highly reproducible infarct volume (average C.V. = 21%) and does not entail extensive surgery or opening of the dura, thereby avoiding unacceptable local tissue trauma at the site of MCAO [17] . This model encompasses appropriate physiological monitoring, associated risk factors for stroke, and clinically relevant pathophysiology of thrombosis. Cai et al. showed the infarct size was larger in male and female SHR/Kyushu than in SHR/Izm (i.e., substrain differences) [24] . Because blood pressure levels were the same between the two substrains, factors other than hypertension probably account for different lesion size. The ultraviolet laser-induced reperfusion method, indicated as YAG reperfusion in Figure 1 , was also achieved by Watson et al., [26] which was applied to SHR/Kyushu [23] and later to SHR/Izm [27] .
Intraluminal suture occlusion
The intraluminal suture model, developed by Koizumi et al. [28] and Longa et al. [29] , is undoubtedly the most frequently used focal ischemia model in rats and mice [30] . To our knowledge, Kawamura et al. first adopted SHR for intraluminal suture model followed by a number of experiments with this method [31] . Alkayed et al. investigated gender-linked brain injury in experimental stroke produced by intraluminal suture occlusion in SHRSP maintained in Johns Hopkins University from a stock obtained from the NIH [32] . Some of the major advantages of the intraluminal suture model are that it is easy to perform, minimally invasive, and most importantly does not require craniectomy. However, it appears that SHR can be replaced with normotensive rats in many experiments with the use of the intraluminal suture occlusion method except for the studies on antihypertensive agents.
Although reperfusion of ischemic brain tissue is critical for restoring normal function, it can paradoxically result in secondary damage or reperfusion injury. Several lines of evidence suggest that post-ischemic oxidative stress and inflammation contribute to brain injury [33] . As reperfusion injury is the condition of ischemia aggravated by the occurrence of reperfusion more so than in the case where reperfusion does not occur (i.e., permanent occlusion), in order to see reperfusion injury it is necessary to make a comparison with permanent occlusion. From a critical point of view, the intraluminal suture model is a top of the internal carotid artery occlusion model rather than a MCAO model [34] . Consequently, this model has a wide ischemic zone, and because the mortality rate is high in the case of permanent occlusion, the permanent occlusion group and the reperfusion group that shared the same time lapse cannot be compared.
The intraluminal suture model in SHR had a high incidence of parenchymal hematomas, and therefore is appropriate for the evaluation of reperfusion-associated hemorrhagic transformation [35] . Hemorrhagic transformation is one of the ultimate forms of reperfusion injury. SHR subjected to 3 h of transient suture MCAO had significant vascular injury or hemorrhagic infarction compared to normotensive rats [36] . Yamashita et al. demonstrated that tPA administered just before the reperfusion of 4.5 h suture MCAO induced dissociation of the neurovascular unit (i.e., the detachment of astrocyte endfeet from the basement membrane), which was prevented by a free radical scavenger, edaravone [37] .
Blood clot embolism
Although fibrinolytic therapy with tissue plasminogen activator (tPA) is effective in the treatment of acute stroke, there is an elevated risk of brain hemorrhage [38, 39] . Hypertension is one of the factors related to the increased incidence of hemorrhagic complications after tPA treatment [40] . A novel model of tPA-induced hemorrhage was examined in an embolic focal ischemia model with homologous blood clots in SHR [41] . Blood pressure was considered to be a critical correlate, because tPA-induced extensive hemorrhagic transformation was observed in SHR but not in normotensive WKY. Since reduction of blood pressure with hydralazine, administered in the drinking water for 1 week before MCAO, significantly reduced the incidence of hemorrhagic transformation, elevated blood pressure during tPA-induced reperfusion is considered to contribute to the pathogenesis of hemorrhage [42] . Therefore, SHR are relevant as a model of embolic stroke as they demonstrate hemorrhagic transformation after tPA therapy.
In the SHR clot embolism model, one study showed a reduction of secondary hemorrhage after thrombolysis combined with normobaric and hyperbaric oxygen therapy [43] , while normobaric oxygen did not interfere with the beneficial action of tPA in another study [44] .
Penumbra and the SHR stroke models
Penumbra, analogous to the half-shaded zone around a solar eclipse, is the zone of salvageable tissue around the ischemic core ( Figure 2 ). The classic concept of ischemic penumbra is defined as the condition of an ischemic brain with CBF between the upper threshold of electrical silence and the lower threshold of energy and ion pump failure [18, 45] . Regions having CBF in the ischemic core range (CBF 0% to 20% of control values) had a 96% probability of undergoing infarction, and zones of higher CBF (>40% of control) were largely spared from infarction [46] . One of the most sensitive biochemical markers of cerebral ischemia is the inhibition of protein synthesis, which occurs above the upper threshold of classical penumbra. Under experimental conditions, the most reliable way to localize the ischemic core is the loss of adenosine triphosphate (ATP), and the biochemical marker of the core plus penumbra is tissue acidosis [47] . Therefore, pH-weighted magnetic resonance imaging and diffusion-weighted imaging mismatch can provide a more comprehensive zone of penumbra [48] . In the clinical routine, however, perfusion-weighted imaging/ diffusion-weighted imaging mismatch is used as a surrogate marker for the penumbra: the early diffusionweighted imaging lesion might define the ischemic core, while the adjacent critically hypoperfused tissue might be identified as penumbra with perfusion-weighted imaging [49] . Even after early reperfusion with tPA, the sustained Glucose utilization (anaerobic glycolysis) transiently increases at a CBF value below about 40% of normal, which corresponds to the beginning of acidosis with lactate accumulation. At a CBF value below about 20% of normal, a breakdown of energy state begins with reduced adenosine triphosphate (ATP), resulting in the condition of ischemic core. The penumbra is defined as an area in which metabolism is impaired due to reduced CBF, but the cellular polarization is still maintained without diffusion-weighted imaging lesions on magnetic resonance imaging. Therefore, an acidosis/ diffusion-weighted imaging mismatch represents penumbra. reversal of diffusion abnormality was minimal, which indicates that the infarct core is well represented by the acute diffusion lesion [50] . The linear increase in brain sodium after MCAO, which indicates ischemic core, was demonstrated directly by sodium magnetic resonance imaging, and therefore sodium magnetic resonance imaging could provide a better measure of tissue viability compared to diffusion-weighted imaging [51] .
It has not been clear, however, which of the focal ischemia models in SHR is most relevant to the penumbra concept. Proximal MCAO produces two ischemic vascular territories of lenticulostriate arteries and cortical branches of MCA, the former of which are end-arteries and therefore treatment-resistant with little penumbra. The intraluminal suture model is a type of internal carotid artery occlusion model rather than a pure MCAO model [34] . In clinical settings, the arterial obstruction site strongly predicts infarct growth and clinical outcome: internal carotid artery occlusion carried a uniformly poor prognosis with poor response to tPA therapy [52] . Although the infarcts produced by distal MCAO in normotensive rats are small with presumably limited size of penumbra, distal MCAO alone in SHR results in substantial size of infarction. However, genetic hypertension (i.e., SHR) and induced renovascular hypertension resulted in a larger lesion and smaller penumbra compared with normotensive WKY after intraluminal suture occlusion [53] . In the case of combined carotid artery occlusions, concurrent carotid occlusions may excessively suppress the retrograde collateral flow to the penumbra. Taken together, according to the ischemic penumbra concept, the distal MCAO model without carotid artery involvement is the best choice for human stroke (i.e., one major cerebral artery occlusion with collateral perfusion) among SHR stroke models ( Figure 2 ).
In our experience with distal MCAO in SHR, the early restoration of perfusion confers advantages on the ischemic brain at risk. The cortical region, rescued by early reperfusion, was considered to be the penumbral zone [54] . At 6 h after MCAO, lesion volume (not infarction), determined with 2,3,5-triphenyltetrazolium chloride (TTC), was the same among the groups of permanent, 1 h, and 2 h MCAO, whereas 2 h and permanent MCAO produced larger infarction than 1 h MCAO by approximately 2-fold after 24 h to 48 h [27] . Although TTC methods underestimate the infarct volume because of reactive gliosis, macrophage infiltration, and other proliferative responses in the infarction at later time points [55] , TTC staining is a convenient procedure and reliable for detection of brain infarction at 24 h after the onset of ischemia [56] . Hence, the volume of penumbra is considered to be approximately 50% of final infarct volume in our model. In the ischemic core, Na + increased and K + decreased progressively 3 h to 6 h after onset of ischemia, while these electrolytes were within normal values in the acute phase of brain ischemia in the penumbral zone [57] . In this stroke model, apoptotic internucleosomal cleavage (DNA ladder), which is energy dependent, was observed in the penumbral zone but not in the ischemic core at 6 h after MCAO, which was preceded by large DNA fragmentation in both penumbra and core at 3 h after MCAO [58] . Protein synthesis is inhibited at a CBF value clearly above the disturbance of glucose utilization and energy metabolism. Attenuation or recovery of deranged proteomic profile was slow even after a short period of ischemia (i.e., 1 h MCAO). Nevertheless, it was not permanently disturbed in the reperfused-penumbra, while a derangement in proteomic profile appeared to be an irreversible process in the ischemic core [59] . These results also support the view that the distal MCAO model in SHR provides a rational approach to the penumbra concept.
MCAO experiments in SHR: A systematic review
We performed an online PubMed search based on the terms "spontaneously hypertensive rats AND focal ischemia" with limits "English, and Animal" and analyzed all original articles published between 2001 and 2010. We also hand-searched 2 journals (Stroke and Journal of Cerebral Blood Flow and Metabolism) that had published a large proportion of relevant material. We identified 118 original articles dealing with focal ischemia in SHR and SHRSP ( In SHRSP/Izm, blood pressure was higher, and infarct volume after MCAO was larger than SHR/Izm [27] . However, we found the survival rate after MCAO was lower in SHRSP/Izm than SHR/Izm (87% vs. 99%) in our recent experience. In most experiments with focal ischemia, regular SHR are enough for the preclinical testing of stroke therapies and elucidating the pathophysiology of cerebral ischemia. Consequently, SHRSP were not frequently used for focal ischemia models (9 of 118 [8%]). Resting blood pressure values were available in 62 (53%) articles, while we could not find a description of blood pressure in 56 (47%) articles. The information on blood pressure of SHR is apparently lacking in a substantial amount of literature. Of 35 experiments with standard inhalation anesthesia, rats were intubated, and the anesthesia was maintained with low concentrations of halothane or isoflurane in 13 experiments, while high concentrations of anesthesia were used in 22 experiments often with a facemask in the spontaneously breathing animal. Resting MABP levels were significantly lower (median 132, interquartile range [IQR] 122-140) in those with high concentrations of anesthesia than those (median 177, IQR 164-182) with low concentrations of anesthesia (Mann-Whitney u-test, p = 0.000) (Figure 3 ). There is general agreement that hypotension during acute stroke is detrimental to perfusion of ischemic brain and tissue outcome [60] . CBF autoregulation was lost when CBF fell below 30% of normal tissue [61] . Arterial blood pressure had a greater influence on CBF in moderately ischemic brain tissue, suggesting potential benefits from raising and possible harm from lowering intraischemic blood pressure. Zhu and Auer (1995) studied the effects of halothane-induced hypotension on histological outcome after transient intraluminal suture occlusion in Wistar rats [62] . Intraischemic hypotension significantly increased infarct size, and the penumbra, defined here as the zone with selective neuronal necrosis, was lost at a blood pressure of 40 mmHg. In line with these observations, mechanical ventilation was required to obtain controlled experimental conditions in focal brain ischemia: spontaneously breathing animals, anesthetized with chloral hydrate i.p. or with halothane via facemask, exhibited respiratory acidosis and decreased blood pressure, resulting in high mortality and a significantly increased infarct volume [63] .
In SHR, blood pressure levels are classified into 3 time points as follows: (1) the prehypertensive period (4 weeks), (2) the period of rapidly rising blood pressure (8 and 12 weeks), and (3) sustained hypertension (16-18 weeks) [64] . Blood pressure of SHR rises between 1 and 5 months, and blood pressure as well as body weight remain constant thereafter [65] . Survival rate of male SHR/Kyushu declines sharply after 15 months of age. Infarct volume in the young SHRSP (10-12 weeks) was substantially smaller than that in adult SHRSP (5 months) [66] . On the basis of these observations, SHR should be used at 5 to 7 months and SHRSP at 5 months for adult models of focal ischemia. Age as well as body weight should be described in the manuscript to better understand the effects of age on ischemic insults in SHR. We analyzed a possible chronological variability of physiological variables in adult male SHR/Izm (5-7 months old, n = 195) used between 2005 and 2010 for our stroke research, and found that resting MABP in 2009-2010 (163 ± 9 [S.D.] mmHg) was significantly lower than those in 2005-2006 and 2007-2008 (175 ± 10 mmHg and 173 ± 9 mmHg, respectively) (ANOVA and Scheffe test, p = 0.000), while the mean values of body weight were fairly constant (unpublished observation). This observation suggests that MABP could fluctuate even in the closed colony of SHR/Izm under strict monitoring of blood pressure. Physiological parameters of SHRnotably blood pressure, arterial gases, and brain as well as systemic temperature -should be closely monitored and regulated in each experiment. The monitoring of brain temperature, reflected by temporalis muscle (or skull) temperature, would be recommended even in closed skull models such as the intraluminal thread model, because studies that used only rectal temperature measurements may be confounded by unknown variations in brain temperature [67] . Sex differences influence both stroke mechanism and response to therapy [24, 68, 69] . However, female SHR were only rarely used (2 of 118) ( Table 1) .
Among the 118 experiments mentioned above, 58 studies tested the efficacy of neuroprotective strategy ( Table 2 ). We assessed the quality of these studies according to published criteria by Macleod et al. [70] with slight modification. These criteria were: (1) peerreviewed publication, (2) compliance with animal welfare regulations, (3) use of anesthetic without significant intrinsic neuroprotective activity, (4) statement of control of physiological variables, (5) statement of control of brain/head temperature, (6) random allocation to treatment or control, (7) blinded induction of ischemia, (8) blinded assessment of outcome, (9) sample size calculation, and (10) statement of potential conflict of interests. Since statements on conflict of interest have only recently appeared in the pre-clinical stroke literature (2008) (2009) (2010) , this item was not included in the total score, and each study was given a quality score out of a possible total of 9 points. The median quality score was 5.0 (IQR of 4.0-6.0), which was apparently higher than the 3.5 reported by Macleod et al. [70] (experiments published between 1998 and 2003) even considering the minor differences in criteria between the studies, suggesting improved quality of experiments in recent years after the Stroke Therapy Academic Industry Roundtable (STAIR) recommendations [71] and a series of metaanalyses of studies of experimental stroke [70, 72, 73] . The STAIR-defined criteria for the development and improved clinical testing of neuroprotective drugs are: adequate dose-response data, definition of the time window, blinded and physiologically controlled reproducible studies, hisotological and functional outcomes assessed acutely and long-term, and testing in both permanent and transient MCAO models. High socres (≧6) were largely due to 3 criteria: use of anesthetic without significant intrinsic neuroprotective activity, statement of control of physiological variables, and statement of control of brain/head temperature. A power or sample size calculation was given only in 4 of 58 studies. "Blinded" induction of ischemia or assessment of outcome was described in 8 studies, 7 of which scored high points (≧6). After complete randomization, blinded assessment should be followed for good laboratory practice. Quality of studies with lower scores (≦4) (21 of 58 [36%]) were considered to be inadequate by today's standards. In addition to the criteria mentioned above, we propose that mortality rate after MCAO surgery should be described.
Despite the progress in experimental stroke models, however, the recent angiotensin-receptor blocker candesartan for treatment of acute stroke trial (SCAST) failed to show any beneficial effects in elderly patients with acute stroke and raised blood pressure [74] , whereas partial lowering of the blood pressure during reperfusion was beneficial in young SHR [75] . Age may be a factor that accounted for the discrepancy between the preclinical animal experiments and the clinical trial in aged patients. Furthermore, besides the inevitable differences between the animal experiments and human stroke, the most critical point of the disparity in the SCAST scenario was that the animal model mimicked the situation of large vessel occlusion, while a substantial portion of the patients in the SCAST study had the cerebral small vessel disease: 29% had lacunar syndrome and 14% hemorrhagic stroke. It is unlikely that a neuroprotective drug acts on lacunar stroke or brain hemorrhage the same as it does on embolic stroke. The mechanistic aspects of the therapeutic strategy should not be left out of accounts of either animal or human studies, since different mechanisms of protection between experimental and clinical settings may lead to failure in translational research.
Cerebral blood flow
Among the 118 articles (2001-2010) on Table 1 , CBF was determined in 60 experiments: 56 with laser-Doppler flowmetry, 3 with autoradiography, and 3 with magnetic resonance imaging. One study with autoradiography also adopted 2-dimensional laser-Doppler perfusion imaging (Moor Instruments, Inc.), and in another study both magnetic resonance imaging and laser-Doppler flowmetry were used. One of the major advantages of the magnetic resonance imaging method was that this noninvasive modality provided additional information such as diffusion-weighed imaging [76, 77] and hemorrhagic transformation [77] in addition to perfusion imaging. The power of CBF autoradiography lies in its ability to quantitate the local CBF in small discrete brain regions, although flow can be assessed only once and sacrifice of the animal is required. With regard to focal ischemia models, the golden standard of CBF measurement is the quantitative 3-dimensional autoradiography [46] . Laser-Doppler flowmetry is an easy method to monitor a relative measure of blood perfusion, and is commonly used in small animals. Practical considerations in this method include confounding effects such as superfluous light, heterogeneous distribution of superficial blood vessels, and movement artifacts. In the studies of focal ischemia, one-point CBF measurement with laser-Doppler flowmetry may show no significant (a false negative) difference in CBF after MCAO between the groups. To overcome this issue, we determined CBF with the laser-Doppler flowmetry "scanning" method as previously described [66] : a laser-Doppler flowmetry probe was laterally scanned, and CBF of the distal MCA territory was measured at five points (2 mm posterior and 2.0, 2.5, 3.0, 3.5, and 4.0 mm lateral to the bregma), and 5 CBF values in one rat were transformed to an area under curve according to the trapezoidal rule. This "scanning" method worked well, but it is time-consuming and requires much effort. Twodimensional cortical CBF mapping is possible with laser-Doppler perfusion imaging, which is a sophisticated and robust image registration [78, 79] . This system, however, requires an expensive set-up.
Beyond substrains
To overcome the genetic heterogeneity in substrains of SHR and SHRSP, several approaches are currently in progress. In order to establish a system to facilitate the systematic collection of rat strains and genetic characterization, the National BioResource Project-Rat (NBRP-Rat) was launched in 2002 [80] . By the end of 2008, more than 500 rat strains, including substrains of SHR and SHRSP, had been deposited in the NBRP-Rat. With this database, researchers can select a rat strain (e.g., SHR/Izm) to instantly compare its genetic background against all rat strains typed at NBRP-Rat [81] . Such a phenotypic 'Strain Ranking' allows visual data scoring, which provides an opportunity to easily and simultaneously compare phenotypic values for multiple rat strains. This database could in theory be applied to find genetic differences between the substrains with a different phenotype. Needless to say, this approach will not immediately resolve the major heterogeneity between strains, but a huge rat repository is a reasonable attempt. Another approach is the congenic strategy based on the genome-wide linkage or quantitative trait loci (QTL) analysis to examine the effects of polygenic trait on the stroke phenotype. Jeffs et al. identified 3 major QTL on chromosomes 1, 4, and 5 related to stroke sensitivity or large infarct size in the SHRSP after MCAO by performing a genome scan in an F2 cross of SHRSPGla and WKYGla [82] . Recently, a novel gene-targeting technology utilizing zinc-finger nucleuses, which does not rely on using species-specific embryonic stem cell lines, has been proved to work successfully even in rats to generate a knockout of specific DNA regions [83] . However, this method is not applicable to the search for new genetic traits in SHR or SHRSP, because the genes or specific DNA regions for essential hypertension or stroke have not been identified in either animals or human beings. Almost all common diseases including stroke are based on polygenes. Stroke falls within the category of complex traits, arising from numerous gene-gene and gene-environment interactions [84, 85] . To overcome this complexity, the role of identified QTL on stroke susceptibility is currently studied through the production of congenic lines: one or several QTL can be replaced with those of the control strain to examine functional evidence for the role of genes distinct between the two strains. For example, a blood pressure QTL on rat chromosome 1 was introgressed from WKY/Izm to SHRSP/Izm by repeated backcrossing to cancel out the heterogeneity in genetic background between the strains. This congenic removal of the blood pressure QTL increased collateral CBF after MCAO, and despite a small decrease in blood pressure, demonstrated a substantial reduction in infarct volume after MCAO compared with SHRSP/Izm, showing a beneficial effect beyond blood pressure [66] . Congenic substrains are used to narrow down the implicated congenic segment to aid the identification of positional candidate genes [86] . As Aitman et al. showed, microarray combined with congenic strategy may lead to the identification of a causative gene once congenic strains containing smaller QTL have been produced [87] . The congenic strategy would be particularly useful to investigate the substrain differences in SHR and SHRSP or stroke proneness in the future.
Concluding comments
We have reviewed the early development of various focal ischemia models in substrains of SHR, and summarized recent reports on this topic. Although SHR, which have comorbidity (i.e., spontaneous hypertension), are suitable for stroke research, only 11% of animal experiments on neuroprotection involved testing in hypertensive rats [30] . Distal MCAO without carotid occlusions in SHR is best suited for the penumbra concept. To translate the results in animal models into human stroke, common mechanisms underlying the ischemic injury or protection by therapy need to be elucidated both in the animal model and human stroke. One of the confounding factors is that genetic heterogeneity among substrains of SHR and SHRSP may make the situation complicated. Therefore, we attempted to provide an overview of focal ischemia models in diverse substrains of SHR. Spin-off findings from recent studies were that age, body weight, and even blood pressure of SHR were not indicated in a number of articles. We would like to emphasize the importance of these basic physiological parameters in light of the different phenotypes among substrains of SHR.
